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Table 1°, Comparison of sensitivity among Dot-ELISA ,
SPA-CoA and ELISA with purified GCHV

et e SPA-CoA Ei5 ELISA(P/N)
(mg) GAR-HRP B SPA-HRP B 1
1.2x10°% 4+ o+ +hd + 4+ 4 +(2.30)
1.2x10°7 + 4+ + 4+ + ++ +(2.20)
0.6x10°7 + + 4+ + 4+ + +(2.12)
0.3x10°" ++ ++ + -(1.98)
1.5%10°% 4+ + = —-(1.54)
0.6x10°" + + - -(1.10)
0.3x10°" + - - -(1.00)
0.15x10°® = = = —(0.98)

2.2 M4t GCHV HiHY Dot-ELISA Ke il B 5 SPA-CoA 1 ELISA R
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2T ¥ % Dot-ELISA ¥4 GCHV MR E R EEMN THREE MR 120 B
B, 5 51T Dot-ELISA IRB 1 TCIDs, ¥ E . S5 FRET, X5 P8R W] I &Y 40 B 25 35 (CPE)
G, LW WA Dot-ELISA M R 2R A , MifE 4 3 CPE MH{H AT BB HHEER,
H$ GAR-HRP B .5 (1 FH 4 8 5 o (3] 8 52 9% B Rk /5 24h, e SPA-CoA 1 ELISA B4 AT
24h HHBPHAESE AL, i i 8 R 8 5 1072 TCID,,/0. 1ml, . SPA-CoA #1 ELISA % & 15
f%. R Pl SPA-HRP B & /B0 ¢ &\ B [&] 25 36h, R X 10°°TCIDg,/0. 1ml, H. SPA-CoA FI
ELISA 4R RY 12h BB, REERFE 6 15, RBEHTOMAMB N REHHE(E 3.%2),
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Table 2 Comparison of sensitivity among Dot-ELISA , SPA-CoA and ELISA with GCHV in infected cells

B ET Bl 9 g Tt 33 Dot — ELISA S ——

(h) CPE(%)  (TCIDu/0.lml) GAR-HRP B SPA-HRP R

B 5 0 0 = - = -{1.05)
12 0 1oH-® - - - -(1.00)
24 9. WP + = = - (1.20)
36 (1 Y Ity» + + + = =(1.45}
48 o5 1o+ &% + 4+ + +(2.12)
60 50 10*-* ++ + + 4+ + + + +(3.40)
? 75 10%2 4+ T + + + +{3.46)

2.3 REHBH GCHV HLJH K Dot-ELISA 48 X 45 SPA-CoA 1 ELISA R
B

i S SR T Dot-ELISA 48 ¥ 5 At 238 . 3+ GAR-HRP & &3k o] 1 th ) B¢
BASR B A 1/3000, H, SPA-CoA i ELISA %4 HI# 5 6 f#1 7.5 1% ,SPA-HRP &
] 3530 0 M 7 B B 0 >4 1/2000, e SPA-CoA 1 ELISA B8 8 4 5 515, EH A HSBX
RMEFAE(E4,%3).

3 Dot-ELISA.SPA-CoA 0 ELISA MMM E Q% GCHV RE M LEE
Tabic 3 Comparison of sensitivity among Dot-ELISA, SPA-CoA amd ELISA with GCHYV in pathological tissues

Dot-ELISA

HAKRREX GARERP B & gy SPA-CoA ELISA(P/N)
.} 3 +4 44 + o+ o+ 44+ +(2.80)
1:10 4+ + + 4+ + 444+ +(2.62)
1:100 +4+++ + 4+ + + +(2.47)
1:400 + 4+ + 4+ + +(2.23)
1:500 4+ + + + —(1.%)
1:1000 ++ + - —{1.72)
1:2000 + + = - (1.50)
1:3000 + - = -(1.21)

1:3500 = - = ~(1.10)
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Dot-ELISA #ill, SR J5 AR & M A LR R 0 R B0, 5 R B IR R B el , K4 50 R
FRE s AR RULE , S B BT LR 4R B GCHV & &%, 21t Dot-ELISA £ Y ) ¥ 48 41 Rt
(#4),

x4 SHHELASA Dot-ELISA BRI R BFAILLE "
Table 4 Comparison of sensitivity among five tissues with Dot-ELISA

HABBRER i 2 B B H m A
R W + 4+ +++ 4 + 4+ 4+ + 4+ + + +
1:10 + + + ++ + + ++ + + + + + + +
1:100 + + + + + + + + + + + + +
1:500 + + + + + + + + + + +
1:1000 + + + + + + + -
1:2000 - + + + + + + -
1:3000 - ++ + - -
1:3500 - + - - -
1:4000 - - - - -

%

E:GAR‘}RPEEO
2.5 &Y GCHV A % AE ¥ 8 By Dot-ELISA Arifl

3T M2 Dot-ELISA X #H B A BIER AN BUR @R - REa 28,786 Tk
KA — A, R4 4 MR GCHV, AR5 8 25CKBEFK, SR 2 KR ERY A
b KRR , IR B U 4L 40547 Dot-ELISA Kriil, 45 5 %291, B 4 8 £ Y GCHV W37 6 X
A BB MURAEAR , 6 8 RAFMA St MIUARAEFFAE TS, 8 12 REE FFLT-HX IR ¥,
5 Z Hi% BB Dot-ELISA 45 R B/~ , iX IR 4 fa 7E R Y GCHV EHI5H 2 X BP Al 43X 30% i [
B R, NE 6 KITHPERIE 100% . X BAARKBYRKBAER, KRS RYERAHE.
IR B 7 9 Dot-ELISA B ARIMR BB AW HEL B REMNRA LA RIFOKNBE, REA
BRI E R E (R S5).

x5 B# GCHV FRIEE&RY Dot-ELISA ¥ 3|
Table 5 Dot-ELISA for no symptom virus carrier

B R Hox EXLES #oxX ELES #10OX 12X xf H 4
ERaf(B) 10 10 10 10 . 1o 10 12
BiEAK(R) 0 0 0 4 8 10 0
MR (R) 0 0 0 2 6 10 0

Dot-ELISA %% (%) 30 80 100 100 100 100 0

3 B,
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WAL H B
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PR ESE, T U SN EBRNTES F&4 HEEHSARSREBNE ks F. MERE
Borh B SRR B I R /NG FHUE 1oG, 7E 7 BR g W [ 3= 18 b BD 45 W B BE 2 1 G, 7E B S AR B
PR BHRGAN, B TR RSN, LR LSS AW RBRIRARMN, X 2N
BEASERN-NREE(E H%,1993], FKESRAT HE SN T, EREED
T A0 1 BT 4R G A SR B R B T NCM. b, A BRI i, RN R R . I
b, BFFE P3R53 BIR FI T GAR-HRP il SPA-HRP B Aok B o, R XM E WA BELER
B 245, ALY AE—YIRERREN Z4AER GAR 5 IgC WSS FE L SPA 5 1gG Fe
BB A KR, AT GAR-HRP %4 58 . E M A,

(3)Dot-ELISA Rifl] GCHV G5 R 3R B , B AR I AF Sy B A Hh 0L G PR32 B R R DX R i i
95 £H LTI 4 MR T R S R B — > RO eI SR R AR T R T 4R 7=, Rl BT 5 SPA-CoA 04 AL
ELISA %5 K 7 A LB, Dot-ELISA 7E45 SR H) W L= s A B, 5 X i) NCM JE B33 2Y
S, FRIR /N, R AT BRI NE, B EE S TER RO RE RS
WEK,
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STUDIES ON THE DETECTION OF GRASS CARP
HAEMORRHAGIC VIRUS BY ENZYME LINKED IMMUNOSORBENT
ASSAY ON NITROCELLULOSE MEMBRANCE(DOT - ELISA)

Shao Jianzhong, Xiang Lixin, Li Yanan and Mao Shujian
( Hangzhou University, 310012)

ABSTRACT The present study described a new technique of rapid detection for Grass Carp Haem-
orrhagic Virus (GCHV) with enzyme — linked immunosorbent assay on nitrocellulose membrance (Dot-
ELISA). The viruses, which existed in purified preparations as well as in extracts of infected cells and
tissues, were detected respectively by the technique. Mean while, the sensitivity of the technique was
estimated and the results showed that the smallest ammount to detect the purified virus was as little as 3
Pg. In comparison with SPA coagglutination ( SPA-CoA) test and ELISA, the sensitivity of Dot-
ELISA was at least ten times higher than that of SPA-CoA and twenty times than that of ELISA. More-
over, the test was rapid and easy to 6pe1ate. It was indicated that the Dot-ELISA was the most valuable
technique for the detection of GCHV at the present and could be further used in the diagnosis for
haemorragic disease of Grass Carp and the quality identification in the viral vaccinne production.
KEYWORDS Dot-ELISA, grass carp haemorrhagic virus, haemorrhage of grass carp, fish discase
diagnosis



